The rapid fluorescent-antibody staining technique described by Kellogg and Deacon for staining Neisseria One slide of each pair was stained with the standard procedure, as described by Cherry, Goldman, and Corski (1). One drop of appropriately diluted group A Streptococcus conjugate (Sylvana) was evenly spread on one of the preparations; appropriately diluted conjugated normal rabbit serum (Sylvana) was spread on the preparation on the other end of the same slide. The slide was then placed in a moist chamber at room temperature and allowed to react for 30 min. It was rinsed for 10 min in buffered saline (pH 7.2), then mounted in buffered glycerol, and covered with a number 1 square cover slip. All preparations were examined with a Leitz Ortholux fluorescence microscope fitted with a 95X fluorite oil immersion objective with diaphragm, a monocular 1OX ocular lens, and an immersion dark-field condenser. The light source was an Osram HBO 200 mercury arc burner. A 3-mm BG 12 exciter filter and a 2.5-mm OG 1 barrier filter were used.
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The second slide of each pair was stained by the Kellogg and Deacon rapid technique (2). After fixation, one drop of conjugate was spread on each preparation, and the slides were placed in a small, slotted, open-bottom, metal slide rack. The rack was placed in an incubator (45 C) so that the slides were in a vertical position. Only a thin layer of conjugate was left on the preparation. The slides were left in the incubator for 30 sec to 1 min, by which time the material appeared to be dry or nearly dry. The slides were left in the rack, and the rack was held under the water faucet. The water was turned on to permit the stream to flow gently over the slides, from edge to edge, so that no cross-contamination could occur from one slide to another. The preparations were blotted, mounted in buffered glycerol, and examined, as in the longer procedure. Eight specimens produced different results by the two methods, but all of these concerned serogroups 0112:B11 and 0124:B17 (neither of which is currently being reported by this laboratory unless culturally isolated). Both of these serogroups are known to produce troublesome crossreactions with other gram-negative bacilli.
Neither the 0112:B11 serogroup nor the 0124: B17 serogroup was found in seven of the preparations processed by the rapid method, but one or the other serogroup was found in the corresponding seven preparations processed by the longer procedure. The eighth specimen contained fluorescing bacilli in very small numbers in the rapidly stained slide, but not the slide stained by the standard method.
DISCUSSION
Since the results of tests with the staining techniques were in complete agreement (excluding E. coll serogroups 0112:B11 and 0124:B17), use of the rapid staining procedure results in no loss of accuracy. In addition, the rapid procedure has definite advantages over the standard procedure.
(i) The most important advantage of the rapid procedure is the obvious saving of total time consumed in the process. It also makes it possible to start microscopic examinations earlier in the day, thus making results available earlier and permitting examination of a larger number of specimens during working hours.
(ii) The results obtained are more decisive. The fluorescence of the microorganisms is as bright or brighter with the shortened staining period compared with the longer method. The amount of background fluorescence is reduced, producing cleaner preparations. The need for repeating tests is greatly reduced, since questionable results are less frequently encountered.
(iii) A smaller working area is required, since the slides do not have to be spread out on a workbench surface and covered with bulky moist chambers.
(iv) The rapid method does not require the use of the large quantities of buffered saline used in the conventional washing procedure.
(v) There is no chance of cross-contamination from one preparation to another due to wash-off, since the slides are rinsed in running tap water. Comparison of duplicate film preparations stained by the two methods failed to show any appreciable loss of material caused by washing in running water.
In summary, the rapid staining method is as accurate as the standard method, quicker, easier, more efficient, and more economical for the tests studied. It seems probable that this method could be applied to other fluorescentantibody tests with equal success.
